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Figure S1
Sequence alignment of GenK and GenQ with their homologs in other aminoglycoside biosynthetic pathways, related to Figure 2 List of oligonucleotide primers used in this study, related to Experimental Procedures Table S1 LC-HRMS analysis of gentamicin C complex and intermediates production by the wild type and genB mutants of M. echinospora ATCC15835, related to Figure 3   Table S2 Plasmids used in this study, related to Experimental Procedures Table S3 In-frame deletion mutants and complemented strains used in this study, related to Experimental Procedures (1) ΔgenB1
The arrows indicate the expected size of the fragments from the wild type and mutant chromosomal DNA, respectively, hybridized after digestion with AgeI with a 581 bp probe (PCR-amplified from pWHU4 using oligonucleotide primers genB1-CK1 and CK2).
(2) ΔgenB2
The arrows indicate the expected size of the fragments from the wild type and mutant chromosomal DNA, respectively, hybridized after digestion with NspI with a 587 bp probe (PCR-amplified from pWHU2 using oligonucleotide primers genB2-CK1 and CK2).
(3) ΔgenB3
The arrows indicate the expected size of the fragments from the wild type and mutant chromosomal DNA, respectively, hybridized after digestion with NspI with a 658 bp probe (PCR-amplified from pWHU5 using oligonucleotide primers genB3-CK1 and CK2).
(4) ΔgenB4
The arrows indicate the expected size of the fragments from the wild type and mutant chromosomal DNA, respectively, hybridized after digestion with SacII with a 595 bp probe (PCR-amplified from pWHU3 using oligonucleotide primers genB4-CK1 and CK2).
(5) ΔgenB2ΔgenB1
The arrows indicate the expected size of the fragments from the wild type and mutants chromosomal DNA, respectively, hybridized after digestion with AgeI with a 581 bp probe (PCR-amplified from pWHU4 using oligonucleotide primers genB1-CK1 and CK2).
(6) ΔgenB1ΔgenB3
The arrows indicate the expected size of the fragments from the wild type and mutants chromosomal DNA, respectively, hybridized after digestion with PshAI to a 658 bp probe (PCR-amplified from pWHU5 using oligonucleotide primers genB3-CK1 and CK2).
(7) ΔgenB4ΔgenB3
The arrows indicate the expected size of the fragments from the wild type and mutants chromosomal DNA, respectively, hybridized after digestion with SacII with a 741 bp probe (PCR-amplified from pWHU43 using oligonucleotide primers genB4-genB3-CK1 and CK2).
(8) ΔgenB2ΔgenB3
The arrows indicate the expected size of the fragments from the wild type and mutants chromosomal DNA, respectively, hybridized after digestion with PshAI with a 658 bp probe (PCR-amplified from pWHU5 using oligonucleotide primers genB3-CK1 and CK2).
(9) ΔgenB2ΔgenB4
The arrows indicate the expected size of the fragments from the wild type and mutants chromosomal DNA, respectively, hybridized after digestion with SacII with a 595 bp probe (PCR-amplified from pWHU3 using oligonucleotide primers genB4-CK1 and CK2).
(10) ΔgenB4ΔgenB1
The arrows indicate the expected size of the fragments from the wild type and mutants chromosomal DNA, respectively, hybridized after digestion with AgeI with a 581 bp probe (PCR-amplified from pWHU4 using oligonucleotide primers genB1-CK1 and CK2) respectively,.
(11) ΔgenB4ΔgenB1ΔgenB2
The arrows indicate the expected size of the fragments from the wild type and mutant schromosomal DNA, respectively, hybridized after digestion with PvuI with a 587 bp probe (PCR-amplified from pWHU2 using oligonucleotide primers genB2-CK1 and CK2).
(12) ΔgenB4ΔgenB1ΔgenB3
(13) ΔgenB2ΔgenB3ΔgenB1
(14) ΔgenB2ΔgenB4ΔgenB3
(15) ΔgenB4ΔgenB1ΔgenB3ΔgenB2
The arrows indicate the expected size of the fragments from the wild type and mutants chromosomal DNA, respectively, hybridized after digestion with PvuI with a 587 bp probe (PCR-amplified from pWHU2 using oligonucleotide primers genB2-CK1 and CK2). Primer pairs for amplification of left-or right-flanking fragments of a target gene, for PCR/sequencing confirmation, and for cloning target genes for over-expression are marked with suffixes -L1/-L2, -R1/-R2, CK1/CK2, or -up/-dn, respectively. 
